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CHRONIC OBSTRUCTIVE PULMONARY DISEASE

Profiling serum biomarkers in patients with COPD:
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Background: Chronic obstructive pulmonary disease (COPD) is an inflammatory lung disease associated with
significant systemic consequences. Recognition of the systemic manifestations has stimulated interest in
identifying circulating biomarkers in these patients. A systematic analysis was undertaken of multiple protein
analytes in the serum of well characterised patients with COPD and matched controls using novel protein
microarray platform (PMP) technology.

Methods: Forty-eight patients (65% men) with COPD (forced expiratory volume in 1's <55%) and 48
matched controls were studied. Anthropometric parameters, pulmonary function tests, é-minute walk
distance, the BODE index and the number of exacerbations were measured and the association of these
outcomes with the baseline levels of 143 serum biomarkers measured by PMP was explored.

Results: Thirty biomarker clusters were identified and ranked by computing the predictive value of each cluster
for COPD (partial least squares discriminant analysis). From the 19 best predictive clusters, 2-3 biomarkers
were selected based on their pathophysiological profile (chemoattractants, inflammation, tissue destruction
and repair) and the statistical significance of their relationship with clinically important end points was tested.
The selected panel of 24 biomarkers correlated (p<0.01) with forced expiratory volume in 1's, carbon
monoxide transfer factor, 6-minute walk distance, BODE index and exacerbation frequency.

Conclusion: PMP technology can be useful in identifying potential biomarkers in patients with COPD. Panels
of selected serum markers are associated with important clinical predictors of outcome in these patients.

to be the third leading cause of death in the world by the

year 2020."' > Despite the well-documented role of cigar-
ette smoking in the genesis of COPD, it is unclear what steps
are involved in its pathogenesis.” Most, if not all, patients with
COPD develop a combination of lung emphysema with its
characteristic pattern of alveolar destruction and abnormal
repair as well as small airway inflammation that persists even
years after smoking cessation.*

The current pathogenetic theories for the development of
COPD include an imbalance between the protease and
antiprotease system, dysregulation of oxidant-antioxidant
activity and chronic airway inflammation, processes that lead
to the progressive destruction and abnormal repair of the lung
connective tissue matrix.” Recent studies have suggested that
increased apoptosis of the alveolar wall accounts in part for the
loss of lung tissue that characterises emphysema.®” Transgenic
and null mutant mouse studies have identified a number of
genes and pathways that, when altered, result in the
morphological changes of emphysema.*"°

Although COPD primarily affects the lungs, it is associated
with important systemic consequences which include malnu-
trition with a low body mass index (BMI)" and impaired
peripheral muscle function."” These clinically relevant expres-
sions of the disease have been associated with detectable
systemic changes including evidence of increased oxidative
stress, activation of circulating inflammatory cells and
increased levels of proinflammatory cytokines.” '* The multi-
dimensional expression of COPD can be expressed by a clinical
score including BMI, degree of obstruction (O), perception of
dyspnoea (D) and exercise capacity (E) by the 6-minute walk
distance known as the BODE index."” This index predicts
mortality better than the forced expiratory volume in 1 s
(FEV)).

C hronic obstructive pulmonary disease (COPD) is projected

We reasoned that the pathobiological processes that occur in
the lungs and possibly in systemic tissues such as the peripheral
muscles of patients with COPD could be associated with
systemic biomarker levels detectable in the systemic circulation.
Despite the many studies aimed at identifying the pathogenesis
of COPD, to our knowledge only one study'® has explored the
potential value of high-density microarray technology to
systematically define the serum protein expression profile in
patients with COPD. Using a novel protein microarray platform
(PMP) technology, we compared the serum proteomic profile of
143 serum biomarkers in patients with COPD with that of age
and sex-matched controls. We also explored the relationship
between a selected subset of 24 biomarkers with clinically
important outcome variables in COPD including lung function,
the BODE index and its components and the frequency of
exacerbations.

METHODS

Patient recruitment

This is a matched case-control study of 48 patients with severe
COPD (FEV, <55% predicted), 8 of whom were current
smokers. We then matched 8 control smokers and 40 subjects
who had smoked <5 pack years and had stopped at least

Abbreviations: AR, amphiregulin; BAL, bronchoalveolar lavage; BDNF,
brain-derived neurotropic factor; BMI, body mass index; BODE index,
body mass index (B), degree of obstruction (O), perception of dyspnoea (D)
and exercise capacity (E); COPD, chronic obstructive pulmonary disease;
FDR_p, false discovery adjusted p value; FEV;, forced expiratory volume in
1 s; IFNy, interferon v; IL, interleukin; MMP, metalloproteinase; MWD, 6-
minute walk distance; BNGF, nerve growth factor B; PLS-DA, partial least
squares discriminant analysis; PMP, protein microarray platform; RCA,
rolling cell amplification; TGFq, fissue growth factor o; TIMP-1, tissue
inhibitor of metq”oprofeinase 1; Tico, carbon monoxide transfer factor;
TNFo, tumour necrosis factor o; VEGF, vascular endothelial growth factor
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Table 1 Cases and controls stratified by exacerbation
frequency and smoking status
Never/ex- Active
smoker smoker  Total
COPD
Group 1 (no exacerbations) 12 4 16
Group 2 (<2 exacerbations/ 12 4 16
year)
Group 3 (>2 exacerbations/ 15 0 15
year)
Controls 40 8 48

20 years previously or who had always been non-smokers. All
controls had a ratio of FEV; to forced vital capacity (FVC) of
>0.7 and FEV, >70% predicted. Participants were >35 years of
age and patients with COPD had to be clinically stable and
without exacerbations for at least 3 months. Subjects with a
history of asthma or atopy, conditions precluding performance
of the tests, and a systemic infection or an inflammatory
process that could be associated with abnormal biomarker
profile were excluded. All patients were followed for 1 year and
were stratified according to smoking history into ex-smokers
(never smoked or ex-smokers for >15 years and <20 pack-
years) and active smokers. The controls were frequency
matched according to sex, age and smoking history (table 1).

The pulmonary function tests were measured according to
ATS standards'” and the BODE index was calculated as
previously reported.” Exacerbations were defined as episodes
of increased dyspnoea, sputum or cough lasting >24 h and
requiring treatment with antibiotics and/or corticosteroids.'®
After follow-up for 1 year, patients were stratified into no
exacerbations (n=12), <2 exacerbations (n=12) and =2
exacerbations (n = 15).

Specimen collection

Blood samples were drawn, centrifuged and the serum frozen
at —80°C. Rolling cell amplification (RCA) immunoassay was
performed by Molecular Staging Inc (MSI, New Haven,
Connecticut, USA) using a protein microarray platform that
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measured levels of 143 analytes (see table S1 available online at
http://thorax.bmj.com/supplemental) on five  separate
arrays.” *° After incubating and washing the serum samples
on microarrays, the captured proteins were detected by specific
biotinylated second antibodies and a universal anti-biotin
antibody was bound to the secondary antibodies. The anti-
biotin antibody contained an oligonucleotide DNA primer used
for amplification. During the process, a circular DNA hybridises
to the oligonucleotide DNA primer in the presence of DNA
polymerase and fluorescent nucleotides to generate a signal.
Following RCA, the slides were scanned (L200 scan, TECAN,
Durham, North Carolina, USA) using a proprietary software.
The fluorescence intensity of microarray spots was analysed
and the resulting mean intensity values were measured. Dose-
response curves for the biomarkers were determined with
increasing intensity indicating increasing analyte concentra-
tion.

Data analysis

A more complete discussion of the analysis used in this study is
available in the online supplement at http:/thorax.bmj.com/
supplemental. In summary, two independent statistical
approaches were used: (1) we tested the distribution of
biomarkers for an association with COPD by univariate analysis
adjusting for multiple comparisons using false discovery rate
analysis;*' and (2) we used a variable clustering (VARCLUS)
tool which divides the biomarkers into non-overlapping
unidimensional groups or clusters,” a process similar to factor
analysis. Each cluster’s predictive value was determined by
computing the partial regression coefficient of individual
cluster centroids with COPD wusing partial least squares
discriminant analysis (PLS-DA). After the initial analysis, we
selected a group of 24 biomarkers from those clusters that
showed a significant association with the diagnosis of COPD
(clinical history and presence of airflow limitation). The
biomarkers were chosen to reflect a variety of pathobiological
mechanisms relevant to the disease process. The resultant panel
of biomarkers was then tested for strength of association with
variables known to predict outcome in COPD, including
transfer factor for carbon monoxide (Trco),” 6-minute walk
distance (6MWD), the BODE index and exacerbation fre-
quency.

Table 2 Basic characteristics of patients with COPD and controls*
COPD (n=47) Controls (n=48) T test for independent

Variable M=28/F=19 M=29/F=19 samples (p value)
Jm 64 (8) 64 (7) NS

BMI (kg/m?) 26.6 (5.2) 27.6 (4.8) NS

Smoking history (pack-years) 70 (40) 23 (3) <0.001
Pre-bronchodilator FEV; (I) 0.87 (0.33) 2.46 (0.61) <0.001
Pre-bronchodilator FEV; (% predicted) 32(10) 90 (15) <0.001
Post-bronchodilator FEV; (I) 0.94 (0.36) NA

Post-bronchodilator FEV; (% predicted) 35(11) NA

TLC (I) 7.00 (1.57) 5.33(1.48) <0.001

TLC (% predicted) 126 (2) 95 (19) <0.001

RV (I) 4.46 (1.36) 2.07 (0.81) <0.001

RV (% predicted) 211 (60) 96 (33) <0.001

Tico (ml/min/mmHg) 9.9 (3.8) 19.5 (6) <0.001

Tico (% predicted) 48 (5) 92 (24) <0.001

MRC dyspnoea 2.5(0.8) 0.08 (0.3)* <0.001

6MWD (m) 365 (109) 540 (95) <0.001

SGRQ composite score 53 (18) 4.8 (2.6)* <0.001

BODE index 4.7 (1.8) 2.2(1.8) <0.001

NA, not available; NS, not significant; BMI, body mass index; FEV;, forced expiratory volume in 1 s; TLC, total lung
capacity; RV, residual volume; Tico, carbon monoxide fransfer factor; MRC, Medical Research Council; 6MWD, 6-
minute walk distance; SGRQ, St George's Respiratory Disease Questionnaire; BODE, body mass index (B), obstruction
(O), dyspnoea (D) and exercise endurance (E).

Data presented as mean (SD).

*Log fransformation was performed on variables with non-normal distribution.
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Table 3  Statistical comparison of biomarkers in patients with COPD and controls
Controls COPD patients
Sequence  Protein ID  Mean SD Mean SD Tratio FDR_p p Value
1 MMP-9 4129.05  1524.12 6298.61 2437.93 507  0.00028  0.00000
2 Eotaxin-2 3821.17  2786.26 6897.35 4303.97 437  0.00078  0.00003
3 MMP-7 860.72 340.62 1431.51 1021.53 437  0.00078  0.00003
4 MMP-10 1111.17 44591 1813.39 1424.64 4.54 0.00078  0.00002
5 TARC 178.84 124.23 386.29  541.28 4.44  0.00078  0.00002
6 TNF-o 83.24 19.97 112.99 48.21 4.40  0.00078  0.00003
7 BDNF 293.34 347.45 992.07 1348.16 4.17 0.00106  0.00007
8 GCP-2 100.41 26.19 131.26 4591 4.16  0.00106  0.00007
9 MIF 702.08 165.77 1062.19  931.81 4.15  0.00106  0.00007
10 NE 3951.64 925.28 4917.56 1284.20 4.18 0.00106  0.00006
11 IL-1-sR1 173.18 89.25 264.36 157.92 4.04 0.00144  0.00011
12 MMP-8 7479.60  5112.69 14511.88 9305.13 4.00 0.00151  0.00013
13 TIMP-1 2885.88  1477.78 4677.85 2424.25 3.91 0.00197  0.00018
14 AR 117.76 30.93 146.85 47 .46 3.77 0.00253  0.00029
15 IL-10rB 689.21 200.70 874.60  287.25 3.70  0.00253  0.00037
16 IL-12p40 130.59 41.13 162.29 54.10 3.69  0.00253  0.00037
17 IL-Tro 176.72 53.05 221.43 61.74 3.80 0.00253  0.00026
18 IL-2rp 275.40 92.33 366.01 155.99 3.73 0.00253  0.00033
19 IL-8 209.52 80.41 278.40 101.25 3.79  0.00253  0.00027
20 I-TAC 86.84 51.75 138.41 95.26 3.71 0.00253  0.00036
21 VEGF 127.21 40.98 168.05 65.40 3.70  0.00253  0.00036
22 VEGF-D 263.56 142.27 361.02  186.09 3.56  0.00377  0.00058
23 CD30 158.85 69.99 210.88  102.48 3.48 0.00457  0.00077
24 Eotaxin 235.07 80.48 282.00 65.23 3.49  0.00457  0.00075
25 MCP-1 633.02 303.92 936.95  584.67 3.44  0.00496  0.00087
26 IL-To 91.98 31.06 113.74 38.44 3.41 0.00508  0.00096
27 Prolactin 925.25 244.88 1274.07  838.37 3.42 0.00508  0.00093
28 TNF-R1 525.09 455.95 800.09 616.36 8885 0.00597  0.00117
29 IL-1B 98.21 34.65 124.21 53.06 SIS 0.00662  0.00134
30 BLC 192.76 89.61 294.84  240.72 3.29  0.00675 0.00142
31 FGF-4 347.42 95.24 434.21 169.61 3.26 0.00719  0.00156
32 MPIF-1 624.64 331.03 825.75  398.73 3.17 0.00932  0.00209
88 IGFBP-4 6118.33  1188.73 7136.63 2703.80 3.15  0.00962  0.00222
34 CTACK 3480.02  1367.85 4745.23 3090.78 3.12 0.01005  0.00239
85 HCC-1 1201.77 352.24 1549.81 870.31 3.07 0.01130 0.00276
36 Eotaxin-3 229.35 114.73 609.19  2006.73 3.06 0.01138 0.00291
37 I-17 343.13 69.30 390.90 84.96 3.05 0.01138 0.00302
38 TGF-o 210.31 107.82 595.09 2168.58 3.05 0.01138 0.00299
39 MIP-18 2094.72 836.45 2878.11 1762.62 2.99 0.01326  0.00362
40 EGF 158.28 64.86 216.59  164.16 2.93 0.01458  0.00428
41 M-CSF 78.34 24.86 96.89 35.82 2.93 0.01458  0.00422
42 Protein C 8112.46 1788.08 9087.41 1603.96 2.94 0.01458  0.00412
43 HCC-4 8572.51 2501.97 10071.78 2581.08 290 0.01498  0.00461
The protein markers were filtered by false discovery adjusted p-value (FDR_p) of 0.015. The FDR adjusted p value
(sometimes called just FDR) is a practical way of dealing with multiple testing issues and can be interpreted as estimated
proportion of false positives in the list. The T ratio was computed from common log scale. The names of all the analytes
are given in the online supplement available at htip://thorax.bmj.com/supplemental.

RESULTS

Study population

The characteristics of the patients and the controls are
summarised in table 2. As expected, the patients had higher

an obvious disease association. The selected panel biomarkers are
shown in table 4 and their full description is given in the online
supplement available at http://thorax.bmj.com/supplemental.

smoking exposure (pack-years), significant airflow limitation,
higher lung volumes, worse BODE scores and health-related
quality of life than controls. Patients and controls were of
similar age, sex and BMI.

Biomarkers that distinguish between patients with
COPD and controls

In the univariate analysis, 43 biomarkers were identified that
differed between patients and controls. To adjust for multiple
analysis, these were filtered by false discovery rate adjusted p
value (FDR p) of <0.015 (table 3).

The second approach (variable cluster analysis) resulted in 30
different clusters, 19 of which correlated significantly with the
diagnosis of COPD. We selected biomarkers from among these 19
clusters to reflect a variety of pathophysiological mechanisms
considered relevant to COPD. In order to enrich the exploratory
value of the panel, two biomarkers—prolactin and plasminogen
activator inhibitor type 2 (PAI-II)—were included despite lack of

Associations of the biomarker panel with FEV,, Tico,
6MWD, BODE index, BMI and exacerbation rate in
patients with COPD

In the patients with COPD, the selected biomarkers tested in
the panel correlated significantly with FEV, (fig 1). The
findings were replicated for the Tico (fig 2), the BODE index
(fig 3) and the exacerbation rate (fig 4).

We also observed a correlation with the 6MWD while there
was no correlation with BMI (not shown). The same selected
biomarkers are shown for each analysis. Most of the markers
were associated with all of the physiological indicators of
disease, but the strength of the association differed from
outcome to outcome as did the rank order of each biomarker.

DISCUSSION

This study had two important findings: (1) that PMP
technology can be useful in identifying potential biomarkers
in patients with COPD; and (2) that a pattern of systemic
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Table 4 Biomarkers selected for analysis

Pathobiological function

Chemoattractants I-TAC, eotaxin-2, MPIF-1, MCP-1, MIP-18, IL-8,
PARC

Inflammation IL-15, IL-1ra, IL-17, TNFo,, TNF R1, IFNy, IL-12
p40, IL-2Ry

Destruction and repair  TGFo, VEGF, AR, BDNF, BNGF, MMP-9, TIMP-1

Novel markers PAI-II, prolactin

The biomarkers were selected from clusters statistically associated with the
diagnosis of COPD and thought o have known or potential significance in
the pathobiology of COPD.

AR, amphiregulin; BDNF, brain-derived neurotrophic factor; BNGF, B-nerve
growlh factor; IFNy, interferon v; IL, interleukin; IL-1ra, interleukin 1
receptor antagonist; IL-2Ry, interleukin 2 receptor gamma; I-TAC, interferon
y-inducible T cell o chemoattractant; MCP-1, monocyte chemotactic protein
1; MIP-1B, macrophage inflammatory protein 18; MMP-9, matrix
metalloproteinase 9; MPIF-1, myeloid progenitor inhibitory factor 1; PAI-II,
plasminogen activator inhibitor Il; TGFe, transforming growth factor o;
TIMP-1, tissue inhibitors of mefalloproteinases 1; TNFo., tumour necrosis
factor o; TNF R1, tumour necrosis factor receptor |; VEGF, vascular
endothelial growth factor.

biomarkers identified in these patients can be associated with
different clinical variables known to predict disease outcome
including degree of airflow limitation, lung transfer factor,
functional capacity, the BODE index and exacerbation frequency.

0.00
5 001
O
T 00
()
c
e
3 -0.03
0
()]
2 004
5
2
T -0.05
O
el
o
8 -0.06 —
w
-0.07 —
L o3 U T 0 T L N x¥x T O»38 L «a o O
Z o L g & 2 a O 5 <L d O~ = 3
BgfEZE 2EY $0zg2 8
0.01 —

S o o
8 2 8

Standardised regression coefficient
S
1)
w

-0.04

-0.05

_0067
O oL T 3 ® 0 WL T o N T = @ c
S 2 Z 3 L= 0ad < B & &~ E
Q [a) z ,ow o w a N % o
S8 EF =23>3 2 =2£2£35 3
= a

www.thoraxjnl.com

TNFR1

17

TIMP-1
B-NGF

Pinto-Plata, Toso, Lee, et al

Several groups have shown an increase in a number of
circulating inflammatory biomarkers in COPD,**** suggesting
that it might be possible to characterise patients with COPD
using systemic biomarkers. To address this question we used a
novel technology that simultaneously evaluated analytes cover-
ing diverse potential processes including inflammation, chemo-
attraction, cell activation, tissue destruction and repair. Based
on a collaborative effort of statistical results and scientific
plausibility, a subset of 24 biomarkers was identified and
selected for subsequent testing against a variety of clinically
important parameters. Many studies have been published on
the association between a specific marker and COPD disease
status, with both positive and negative results being reported.**
> The disagreement in results can be attributed to different
factors, including the heterogeneity of COPD phenotypes, low
sample size, or the use of different methodologies and assays.
The development of a panel of biomarkers addressing pre-
conceived multiple pathophysiological pathways may provide a
more specific tool to serve as an intermediate end point
reflecting the natural history of the disease.

One obvious limitation of this preliminary dataset is that the
biomarkers identified are limited by the pool of analytes that
were available for the primary assessment. Clearly, use of an
“open”’ proteomic platform would give information about a
much broader range of proteins and might provide additional

Figure 1 Correlation of the selected
iomarker panel with forced expiratory
volume in 1 s (FEV;) in patients with COPD.
The size of the bar in the graph indicates the
magnitude of the regression coefficients and
the 95% confidence interval is also indicated
for each bar. If the confidence interval
includes zero, the associated biomarker is
“not significant”’. The overall regression
model was significant by a permutation test
(p<0.01). The sfondorcﬁ,sedp coefficients for
this and for figs 2, 3 and 4 are for scaled and
centred markers and scaled response. These
coefficients can be used to interpret the
influence of the markers on the clinical
response. The standardised regression
coefficient for each marker measures the
effect of the marker on the clinical response

N Q£ & 3 = 2 adjusted for dll other markers in the

T X o £ <5 N . A

= &£ 8 2 & & = regression (partial correlation). The
o

coefficients can also be compared across the
clinical responses since they are scaled.
Definitions of the biomarkers are given in the
footnote to table 4.

Figure 2 Correlation of the selected
biomarker panel with carbon monoxide
transfer factor (TLco) in patients with COPD.
The size of the bar in the graph indicates the
magnitude of the regression coefficients and
the 95% confidence interval is also indicated
for each bar. If the confidence interval
includes zero, the associated biomarker is
“not significant”’. The overall regression
model was significant by a permutation test
(p<0.01). De%iniﬁons of the biomarkers are
given in the footnote to table 4.

I-TAC
IL-15
TGF-o
PARC
IFN-y
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insights into biomarker selection and disease processes.
However, a recent report'® using a panel developed from the
one reported here shows that the panel as developed is valid
and capable of reflecting changes induced by exacerbations.
Recognising the fact that the discussion is valid only for the
analytes explored, our findings may help to shed light on the
underlying pathogenetic processes involved in this disease.

It has been proposed that various proteases break down lung
connective tissue components to cause emphysema,’ ¢ leading
to aberrant remodelling and/or degradation of the extracellular
matrix. In our study, several proteins (table 3) related to the
protease-antiprotease mechanism were clearly different
between patients with COPD and controls. Thus, metallopro-
teinases 7, 8, 9 and 10 (MMP-7, MMP-8, MMP-9 and MMP-10)
were among the proteins with large differences between
groups. Of these, MMP-9 showed the strongest association
with FEV, and Tico, which is interesting because MMP-9 has
been implicated in the experimental genesis of emphysema.’” >’
The tissue inhibitor of metalloproteinase 1 (TIMP-1), a
collagenase inhibitor, was also different between patients and
controls, providing evidence that the final expression of the
disease may rest upon the appropriate balance of the system.”

Differences were also found in enzymes other than the
metalloproteinases that are related to tissue destruction, as well
as proteins related to repair, that deserve some comments. While
the fold increase of neutrophil elastase in COPD was not as
great as that found for the metalloproteinases, the difference was
still statistically significant. Previous studies of experimental
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Figure 3 Correlation of the selected
biomarker panel with the BODE index in
patients with COPD. The size of the bar in the
graph indicates the magnitude of the
regression coefficients and the 95%
confidence interval is also indicated for each
bar. If the confidence interval includes zero,
the associated biomarker is “’not
significant”. The overall regression model
was significant by a permutation fest
(p<<0.01). Definitions of the biomarkers are
given in the footnote to table 4.

IL-8

VEGF
IL-1ra
I-TAC
BDNF
Eot2
MMP-9

Figure 4 Correlation of the selected
biomarker panel with the exacerbation rate
in patients with COPD. The size of the bar in
the graph indicates the magnitude of the
regression coefficients and the 95%
confidence interval is also indicated for each
bar. If the confidence interval includes zero,
the associated biomarker is ““not
significant”. The overall regression model
was significant by a permutation test
(p<0.01). Definitions of the biomarkers are
given in the footnote to table 4.

I-TAC
Prolactin
TNF-o
IL-8
TIMP-1
Eot2
MMP-9

emphysema produced by pancreatic or neutrophil elastase showed
that increased levels of elastase enzymes lead to the degradation of
connective tissue components and, thus, enlargement of distal
airspaces.” While both elastin and collagen are rapidly re-
synthesised in these animal models and mRNA levels for both
are increased, the connective tissue remodelling process is
ineffective and lung mechanical properties remain abnormal.”

The differences in tissue growth factor alpha (TGFa),
amphiregulin (AR), brain-derived neurotropic factor (BDNF)
and nerve growth factor f (BNGF) and their association with
low FEV, and Trco (figs 1 and 2) suggest that connective tissue
remodelling continues even in severe advanced COPD in
humans, but the process fails effectively to restore the
mechanical properties of the diseased lung. The role of TGFa
is something of a mystery. Mice genetically manipulated to
overexpress TGFa develop emphysema postnatally,’ yet an in
vitro model of alveolar re-epithelialisation showed that TGFa
induced faster wound repair.”” The presence of significant
associations between BDNF and lung function and the BODE
index (fig 3) is particularly interesting. Recent evidence
indicates that BDNF decreases conversion from oxygen to
hydrogen peroxide in experimental cell cultures,” suggesting a
role in the modulation of oxidative stress, and makes this an
interesting marker to study. Furthermore, similar to results
seen with AR, exogenous BDNF can protect cells from serum
deprivation-induced cell death.”

It has been suggested that angiogenesis and apoptosis of the
alveolar wall may have a role in emphysema. While little is
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known about the role of the EGF family member AR in the
actiology of COPD, one study has found that AR can inhibit
apoptosis of non-small cell lung cancer cell line.* Blockade of
vascular endothelial growth factor R2 (VEGF-R2) receptor in
rats induces apoptosis of the alveolar cell wall and results in an
emphysema-like pathology.* ** Several studies have found
decreased expression of VEGF in induced sputum or bronch-
oalveolar lavage (BAL) fluid from patients with obstructive
lung disease in comparison with normal subjects.* ** These
studies have also shown a direct association between the
reduction in VEGF and FEV,. While our study showed an
increase in VEGF serum content that was inversely associated
with FEV,, this difference could be due to differential
expression of VEGF in lung tissue and serum. Studies of
VEGF expression in human lung tissue by immunohistochem-
istry have shown increased VEGF in pulmonary and airway
smooth muscle in subjects with COPD that correlated with
decreased FEV,.*” Furthermore, patients with cystic fibrosis
show an inverse relationship in the level of VEGF in serum and
BAL fluid compartments. These patients had a higher level of
VEGF in serum and a lower level of VEGF in BAL fluid
compared with controls.* The role of apoptosis and its
relationship to inflammation and repair seem supported by
our findings.

Current thinking places inflammation at the centre of the
pathogenetic mechanisms of COPD. The inflammation is char-
acterised by increased numbers of alveolar macrophages, neu-
trophils and T lymphocytes, together with the release of multiple
inflammatory mediators that result in a high level of oxidative
stress. Multiple proteins related to inflammation were detected in
the serum of patients with COPD (table 4). These included
interleukin (IL)-12, IL-15, IL-17, IL-1 receptor antagonist (IL-1ra),
tumour necrosis factor o (TNFa), tumour necrosis factor receptor
1 (TNF R1), interferon y (IFNy), IL-12p40 and IL-2Ry. There is
experimental evidence for the participation of all of these proteins
in the inflammation that characterises COPD, and raises the
possibility that the systemic manifestations of COPD may be
intimately related to this process. Indeed, the association between
inflammatory markers and exacerbation rate (fig 4) suggests that
this manifestation of the disease could be modulated by
amplification of the inflammatory cascade. In this regard,
eotaxin-2—which had one of the strongest associations with the
exacerbation rate in our patients—is a strong chemotactic
cytokine for eosinophils,*” cells that have been found to be
increased in airway biopsy tissue from patients with COPD
exacerbations.” Indeed, although the inflammatory pathways of
COPD appear to be more related to lymphocytes expressing a T
helper 1 (Thl) bias,* a high level of Th2 chemokines have been
reported in experimental models of emphysema induced by
cigarette smoking."

There were several novel proteins that differed between
patients with COPD and controls. We selected two of them—
plasminogen activator inhibitor type 2 (PAI-II) and prolactin—
because of their presence in one of the eight clusters with the
strongest association with COPD. PAI-II belongs to the serpine
class of protease inhibitors and is involved in the thrombogenic
cascade. Known to be produced by activated monocytes in the
peripheral blood,* this protein (together with PAI-I) may have
a role in tissue remodelling in airways disease.”’ These data
warrant further investigation to explore the possible role of
serpines in COPD.”* Prolactin upregulation presents an enigma.
Prolactin receptor has recently been reported to be upregulated
in the lungs of mice exposed to lipopolysaccharide,” and
prolactin can activate the inflammatory natural killer (NF)-«f3
cascade in pulmonary fibroblasts.>* It is therefore plausible that
prolactin may play a role in the inflammatory environment in
COPD.
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There are a number of important limitations to our study. Not
all of the possible proteins that participate in the complex
mechanism of COPD were tested. Absent were some with a
known relationship to COPD such as C-reactive protein and
fibrinogen, and some of potential importance such as MMP-12.
The reason for their omission was not any preconceived
mechanistic bias. Our study was designed as a proof of
principle rather than a totally comprehensive evaluation of all
of the markers that could potentially be explored. Many
complex diseases have components related to inflammation,
tissue remodelling, apoptosis and chemoattraction of specific
cell types. This observation suggests that a panel of analytes
might provide insight into the pathobiology of the disease
under study in the absence of, or in conjunction with, novel
“disease-specific’” biomarkers. We also acknowledge that not
all phenotypic expressions of COPD were analysed; for example,
it would have been interesting to have related the biomarkers to
changes in the CT scan of patients with emphysema, but
unfortunately the technique needed to quantitatively express
CT changes was not available. However, the Trco does relate to
the phenotypic expression of emphysema. We believe that this
study represents a proof of concept and opens a window for
hypothesis testing and perhaps the discovery of yet to be
described pathway interactions and targets.

For the correlation analyses we attempted to address the
issue of many proteins representing the same pathophysiolo-
gical mechanism by empirically grouping them according to
their statistical strength and their presumed pathobiological
role. We acknowledge the latter to be empirical, but it is based
on the data currently available and aimed at simplifying the
prospective testing. Furthermore, the inclusion of too many
proteins may be intellectually desirable but may cause
important cross-correlative noise that may actually cloud the
interpretation of the results. We also acknowledge that the
patients included in the study do not represent the large
population of patients with COPD since all of them had severe
disease. However, the patients included represent those likely to
be seen by clinicians and to benefit from new therapeutic
strategies. On the other hand, this study is unique in that
patients and controls were phenotypically well characterised
and matched by age, sex and—very importantly—by smoking
habits to minimise the hypothetical influence of these
confounding factors. Indeed, the inclusion or exclusion of
smokers in each of the groups did not affect the results. In
addition, the evaluation of important associations of the panel
markers with clinical markers of COPD such as the BODE index
and its individual components offers a more comprehensive
picture of the value of the technique. The association with
exacerbation frequency is particularly interesting because
exacerbations constitute an extremely important outcome and
one where elucidation of the factors that may help prevent their
occurrence would prove extremely useful. Finally, we also
acknowledge that the stability of biomarker levels in serum
samples is not well characterised and that we did not repeat the
tests at different times. However, the recent report by Hurat
and colleagues' using the panel derived from this study
independently validated our findings.

In summary, using a serum PMP, we have identified a
biomarker profile whose expression levels can distinguish patients
with COPD from smokers and non-smokers without COPD. We
have also found an association between the level of selected
biomarkers and lung function, the degree of airflow limitation and
Trco, a marker of lung tissue destruction. Furthermore, we
documented an association between the expression of the serum
biomarkers and the integrated local and systemic manifestations
of the disease as represented by the functional capacity and the
BODE index. The expression of biomarkers was also associated
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with the exacerbation rate, crucial events in the natural course of
the disease. The ease of sampling of peripheral blood and the
continuing improvement and availability of multiplexed immu-
noassay technology should provide us with a new tool for research
in this deadly disease.

Further information is given in the online supplement
available at http://thorax.bmj.com/supplemental.
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